. Fluorescence intensity increase upon channel opening was mainly induced by Ca 2+ , while Mg 2+ could also induce a small fluorescence signal. A TRPV1-expressing cell was loaded with Fluo-4; channel activation was induced by increasing concentration of Mg 2+ in the absence of Ca 2+ . At the end of the recording, the cell was exposed to a solution containing 100 mM Mg 2+ supplemented with 1.8 mM Ca 2+ . The large increase in fluorescence intensity indicates that the fluorescence increase observed in this study was predominantly from binding of Ca 2+ instead of Mg 2+ to Fluo-4. 
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